We describe the isolation of six polymorphic microsatellites for Cicada barbara (Stål), four of which are also polymorphic for the closely related Cicada orni L. Cicadas from several sites in the Iberian Peninsula, North Africa (C. barbara) and Greece (C. orni) were genotyped at these loci. Polymorphism is higher than that previously obtained with allozymes for these species. One locus allows species diagnosis (nonoverlapping allele size ranges) between C. barbara and C. orni and the others have some exclusive alleles for each species.
The genus Cicada L. (Hemiptera, Cicadoidea) includes some sibling species that are morphologically very similar but distinguishable by the specific calling songs produced by males for mate recognition. Cicada barbara and C. orni are two of these species that exist in sympatry in some areas in the southern Iberian Peninsula. C. barbara is widely distributed in North Africa while C. orni occurs mostly in European Mediterranean countries. Previous studies using allozymes showed low levels of genetic variation within and between these species (Quartau et al. 2001) . With the aim of studying the genetic structure of populations, dispersal and potential interspecific hybridization in these species, microsatellites were isolated and described.
Two separate partial genomic libraries were constructed, one for each species, using the protocol of Hammond et al. (1998) . Total DNA was extracted from the muscle tissue of the thorax of five specimens from different populations of each species using the QIAamp DNA Mini Kit (QIAGEN). The DNA was digested with MboI (Promega) and selected fragments (300 -900 base pairs) were isolated from a 1.5% agarose gel by electroelution into dialysis tubing and purified using Centricon Microconcentrators (Amicon). The fragments were enriched for CA and GA repeats using biotin-labelled probes and then ligated into a pUC18 vector (Amersham Pharmacia Biotech) (Hammond et al. 1998) . Ligation products were cloned into One Shot® competent cells TOP 10 (Invitrogen). Colonies were screened following the polymerase chain reaction (PCR) -based screening method of Lunt et al. (1999) . Of the 432 colonies screened, 71 were positive and were sequenced directly from the PCR products using a Big Dye™ Terminator Cycle Sequencing Ready Reaction Kit (PE Biosystems), following the cycle sequencing conditions: 25 cycles of 10 s at 96 °C, 5 s at 50 °C and 4 min at 60 °C. The fragments were separated on an ABI 377 Sequencer. Fifty-nine colonies had repeat sequences (14% enrichment). Ten primer pairs were designed using the software programme omiga™ 2.0 (Oxford Molecular Ltd).
Amplification of microsatellite loci was performed on a Gene Amp 9700 Perkin Elmer thermal cycler under the following conditions: 2 min at 94 °C, then 30 cycles of 30 s at 94 °C, 40 s at 58 -62 °C (Table 1) and 1 min at 72 °C, followed by an extension period of 72 °C for 10 -30 min. Optimized PCR reaction mixes contained approximately 100 ng of template DNA, 1.5 or 2 mm MgCl 2 ( Six out of the 10 loci tested were polymorphic in C. barbara and four of these were also polymorphic in C. orni (Table 1 ). All loci were obtained from the C. barbara library except Cio08. The mean number of alleles was 7.2 ± 1.94 (SD) for C. barbara and 8.5 ± 2.38 (SD) for C. orni. One of the loci (Cib03) had nonoverlapping allele size ranges between the species. In other loci (Cib01, Cib07 and Cio08) there were some exclusive alleles for each species. Observed heterozygosity was significantly lower than expected for all except one species-locus combination (that of C. barbara for Cib06). Since the DNA was of high quality and genotypes were repeated up to three times, allelic dropout is unlikely, but there remains the possibility of null alleles or high levels of localized inbreeding. These are currently under investigation.
